been infected intraperitoneally with 107 T. gondii tachyzoites (serum samples were taken 10 days after challenge), or mice which had been immunized with T. gondii exotoxin (0.6 mg per dose was given by subcutaneous injection at day 1 and a booster injection was given 2 weeks later; sera were collected 4 weeks after the first injection). Each serum sample was divided into two parts. One aliquot of each serum sample was inactivated at 56°C for 30 min; the other was not heat inactivated. Heat inactivation had no effect on either HI or IFA titers. Therefore, unheated serum samples were used in most studies.
The most precise way to diagnose toxoplasmosis is to isolate the parasite from symptomatic humans (5) or animals (5, 6) . Since this process is laborious and difficult to perform, many serological methods for the diagnosis of toxoplasmosis have been developed. Examples of these include the SabinFeldman dye test (15) , indirect hemagglutination (HA) test (5, 11) , latex agglutination test (14) , complement fixation (8) , skin test (8) , indirect fluorescent antibody (IFA) tests (17, 18) , radioimmunoassay (7), enzyme-linked immunoabsorbent assays (13, 16, 19) , Toxoplasma microagglutination test (9) , carbon immunoassay (2), immunocytoadherence (12) , and agar-gel immunodiffusion tests (3, 4) . Most of these methods require the use of specialized laboratory equipment. In this study we of the serum sample to be tested and incubated at 37°C for 30 min in a moisture chamber. The slides were rinsed with 0.01 M phosphate-buffered saline (pH 7.6) for 10 min. The wells were covered with 20 ,utl of anti-mouse immunoglobulin G (IgG) (or anti-human IgG) fluorescein isothiocyanate conjugate (Sigma Chemical Co.) and incubated at 37°C for 30 min in a humidity chamber. The slides were rinsed with phosphate-buffered saline and air dried for 30 min. One drop of 70% glycerol in phosphate-buffered saline was added to each well to facilitate coverslip mounting and visualization of fluorescence. The fluorescein isothiocyanate-stained slides were observed by using an epi-illuminated Olympus fluorescent microscope. Both positive and negative control serum samples were examined by using the same procedures described above.
RESULTS
The phenomenon of T. gondii exotoxin spontaneously agglutinating S/W mouse RBCs was further evaluated by using RBCs from different species of animals. These data are reported in Table 1 (17) . The HI reaction we evaluated with 2, 4, or 8 HAU required that a negative threshold be established. The negative threshold titers for 2, 4, and 8 HAU were 64, 32, and 8, respectively. These values were arrived at by evaluating the sera from negative, unexposed control animals.
Previously Jacobs and Lunde (10) 
